. By reported methods, sciatic nerves are mostly used for SC isolation because they are large in size and can be easily obtained.
Materials and Reagents
4. Surgical scissors and forceps (RWD Life Science, catalog numbers: S14001-15, F13024-13, S12003-09, F13029-10, see Figure 1A )
Note: S14001-15 and F13024013 are scissors and forceps used for decapitation, S12003-09 and F13029-10 are scissors and forceps used for skin dissection. 2. Immerse the scissors and forceps in 75% ethanol for 30 min to sterilize them and then expose them to UV light for 30 min to air dry them.
3. Sterilize the dissection room (in where the rat to be dissected) by UV light for 30 min.
4. Remove PLL solution through aspiration and thoroughly rinse the dish surface with distilled water twice. Air dry the PLL-coated dish in the tissue culture hood before dissection.
5. Prepare two 3.5-cm dishes, pipette 1.5 ml cold HBSS to each dish and place them on ice packs.
6. For each rat pup to be used, place a 1 ml aliquot of 0.25% trypsin-EDTA in a 37 °C water bath to prewarm it.
B. Tissue collection 1. Anaesthetize the neonatal rat (postnatal 2-4 days) by cooling it on ice until it stops moving.
Note: Animal use was approved by the Southern Medical University Animal Care and Use
Committee in accordance with the guidelines for the ethical treatment of animals. All efforts were made to minimize animal sacrifice and suffering.
2. Sterilize the rat with 75% ethanol.
3. Rapidly decapitate the rat with big surgical scissors and forceps, dispose the head into a collection bag.
4. Place the rat on the dissecting board in prone posture (dorsal side up), and pin the extremities with needles (see Figure 2A ).
5. Using a set of small scissors and forceps, cut the back skin along the median line from rostral to caudal, separate the skin from the body from medial to lateral (see Figure 2B ).
6. Using the spring scissors and fine forceps, separate the shoulder blades from backbone, and pin the shoulder blades on the dissecting board.
7. Using the spring scissors and fine forceps, carefully expose the brachial plexuses and dissociate the connective tissue from the nerves. Then cut the nerves at the distal end (see Figures 2C and 2D).
8. Using the spring scissors and fine forceps, carefully separate the hamstring muscles from the knee to the hipbone to expose the sciatic nerves. Then cut the sciatic nerves at the distal end (see Figure 2E ).
Note: Do not cut the proximal end of the nerves in steps B7 and B8. The nerves are not directly
dissected out in these steps. Instead, the nerves should be dragged out from intervertebral foramina as described in the following step B11.
9. Using the spring scissors and fine forceps, cut the bilateral vertebral arch and remove the vertebral laminae from rostral to caudal to expose the spinal cord (see Figure 2F ). (Weinstein et al., 2001; Tao, 2013 C. Dissociation and cell seeding 1. Transfer the clean nerves to a 1.5 ml tube and cut the nerves into small pieces of 0.5-1 mm long.
2. Add 1 ml of prewarmed 0.25% trypsin-EDTA into the tube. Cap the tube and incubate it in a 37 °C water bath for 30 min with intermittent vibration every 10 min.
